for the determination of urinary 17-ketosteroids has seen developed in our laboratories. A complete urinary 17-ketosteroid determination was carried out in a glass stoppered photometer cuvet by combining this extraction technic with a colorimetric method.
Three colorimetric methods, Zimmermann (1), (2), Pincus (3) , and Cohen and Kaluszyner (4) were compared using the test tube extraction technic. A modification of the extraction technic of Drekter et al. (5) was used in which choloroform was substituted for ether. The colorimetric method of Pincus (3) is not as popular as that of Zimmermann or the latter's modification by Callow et al. (6) for the determination of 17-ketosteroids. This is unfortunate because of the many difilculties which have been experienced with the colorimetric Zimmermann reaction (7) 
PROCEDURE
Collect 24-hour urine in a dark bottle with 10 ml. of conc. HC1 as a preservative and keep in refrigerator until analyzed'. Place 5 ml. of urine and 1.5 ml. of conc. HC1 in a 30 ml. ground-glass-stoppered #13, Pyrex colorimeter tube (160 X 19 mm.). Add 5 ml. of saline and 1.5 ml. of cone. HCl in a similar tube for blank determination.
Heat tubes in a water bath at 800 (temperature of hydrolysate) for 10 minutes. Cool, add 5 ml. of chloroform to each tube, stopper, and shake vigorously for 30 seconds. Draw off aqueous layer with suction tube. Add 2.5 ml. of 10 per cent NaOH and shake vigorously 10 seconds. Siphon off with suction tube alkaline aqueous layer and add 5 ml. of distilled water. Shake vigorously for 10 seconds. Syphon off aqueous layer. Extract twice with 5 ml. of distilled water for 10 seconds or until wash is neutral (pH 7). Add one glass bead to each tube and evaporate to dryness in an 80#{176} water bath. Add 0.4 ml. of antimony trichlorideacetic acid-anydride-reagent and mix. Stopper tube, place in boiling water bath and mix thoroughly after standing one minute. Keep tube in boiling water bath for 20 minutes.
Cool the tube to room temperature and add 6 ml. of glacial acetic acid. Mix and let stand 40 minutes and read in the photometer against blank set at 100 per cent T and 615 nip. light transmittance.
The color produced is fairly stable between 40 and 60 minutes after start of color development.
EXPERIMENTAL
Good recoveries were obtained with androsteroiie added both to saline and urine, by the modified Pincus method as shown in Table 1 taining a ratio of 80 per cent androsterone to 20 per cent dehydroisoandrosterone, while 75 per cent of dehydroisoandrosterone was recovered in standards containing equal amounts of these two steroids. The same extraction method as described was used in preparing urine specimens for comparing the Pincus, the Drekter (5), and the Cohen and Kaluszyner (4) colorimetric methods as shown in the data of Fig.  1 to determine the optimum concentration of HC1 to use for hydrolysis. Apparently a ratio of 1.5 ml. of cone. 1101 for each 5 ml. of urine is optimum for each of the methods. The data of Table 2 The same test tube hydrolysis and extraction technics as described for the method reported were used in all of the methods compared.
The method of Cohen and Kaluszyner (4) was slightly modified for color development as follows:
To hydrolyzed, dried, purified urine extract prepared from 5 ml. of urine, add: 0.2 ml. of methanol and dissolve. 0.2 ml. of 4 per cent 3,5-dinitrobenzoic acid in methanol. 
